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neumoniae
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Background: In order to the growing frequency of extended-
pectrum beta-lactamases (ESBL) in Escherichia coli and Klebsiella
neumoniae, treatment of such infections requires rapid and reli-
ble detection of this enzyme.This study aims to develop the
apid-simple-ESBLdetection in theseorganismsby comparingwith
he double-disc synergy test/combined disc test.
Methods: One hundred and forty-six isolates ofE. coliand
50 isolates ofK. pneumoniaeisolated from the clinical specimens
ere included in this study. The rapid-simple-ESBL (RS-ESBL)
est was performed in phenol red glucose broth containing cef-
azidime(CAZ) or cefotaxime(CTX) (2g/ml) with or without
lavulanic acid inmicrotiter plate. And the incubation period of this
est was 4 hours. All of them were also tested for ESBL producer by
ouble-disc synergy test/combined disc test.
Results: Among 96 ESBL-producing E. coli isolates, 94(97.9%)
nd 95(99.0%) were identiﬁed as ESBL-positive by CAZ RS-ESBL
nd CTX RS-ESBL, respectively when compared with double-disc
ynergy test/combineddisc test. Of 100ESBL-producingK. pneumo-
iae, 97(97.0%) were ESBL-positive by both CAZ RS-ESBL and CTX
S-ESBL tests. All of the 100 non-ESBL producers were negative by
TX RS-ESBL test.
Conclusion:TheRS-ESBL testwasproved to be a reliable, simple
nd rapid method for detecting ESBL in E. coli and K. pneumoniae.
ttp://dx.doi.org/10.1016/j.ijid.2012.05.548
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Background: Detection of pathogens in the CSF of viral
ncephalitis (VE) patients and in excreta from wildlife is often lim-fectious Diseases 16S (2012) e317–e473 e405
ited by insufﬁcient nucleic acid in these samples. This may explain
why half of VE patients had etiologies identiﬁed and shot gun
sequencing using high throughput sequencer (such as Roche 454
junior) is often necessary for these, as well as wildlife, samples. Yet
outcomes from such diagnostic approaches are not always success-
ful.
Methods: Total nucleic acids were ampliﬁed using Whole
Genome (WGA) and Whole Transcriptome Ampliﬁcation (WTA)
techniques prior to PCR detection or high throughput sequenc-
ing. Rabies virus (RV) and herpes simplex virus 2 (HSV2) from
cell culture supernatant were used as template for optimization.
A total of 89 archived encephalitis specimens collected from 2006
to 2011 with indeterminate (32) or positive (57) result for one of
herpesvirus 1-5 were subjected to WGA, followed by duplex real-
time PCR for herpesvirus family (HHV1-8). Two clinical samples
collected from wildlife were used in high throughput sequenc-
ing, saliva from Rousettus leschenaulti and urine from Pteropus lylei.
The wildlife sampleswere ampliﬁed via WTA and run using high
throughput sequencing on the Roche 454 Jr. sequencer. Analysis
was performed by using BLASTX algorithm searching against non-
redundant protein database (NR) and viral genome database.
Results: 1,718,835 fold increase in RV and 1,313,514 fold
increase in HSV2 were achieved. Twelve previously indeterminate
and3previouslynegative specimenswere foundpositive forherpes
virus after WGA. Eight samples previously found positive for one
virus also testedpositive for another. The analyzeddata of bat saliva
from the high throughput sequencing revealed reads matching
simian retrovirus, simian adenovirus, and simian cytomegalovirus
with approximately 70-90% identity. Choristoneura occidentalis
granulovirus was also abundantly detected in bat urine with more
than 300 mapped reads at >90% identity criteria.
Conclusion: Our results demonstrate the utility of using WTA
and WGA for detecting viruses in human and wildlife samples,
using both conventional PCR andnext-generation sequencingpost-
processing. Our limited study suggests that these methods may be
more broadly applicable to aid in pathogen discovery and more
accurate diagnosis in archived clinical samples of similar quality
collected prospectively.
http://dx.doi.org/10.1016/j.ijid.2012.05.549
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Comparison of different processingmethods of blood cultures –
impact ofMALDI-TOFMS and direct antimicrobial susceptibility
testing (AST) on accuracy and time to result
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Background: Bloodstream infections are an important cause of
morbidity and mortality. Early and adequate antimicrobial ther-
apy is closely correlated with clinical outcome. Fast and accurate
diagnostic methods are an important part in guiding treatment for
bloodstream infections.
Methods: This study was conducted to assess the impact of
direct processing of positive blood cultures (BC) on accuracy of
and time to result usingmatrix-assisted laser desorption/ionisation
